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M A N U S C R I P T A C C E P T E D ACCEPTED MANUSCRIPT M A N U S C R I P T A C C E P T E D ACCEPTED MANUSCRIPT
6 company Molinos Río de la Plata SA (San Lorenzo, Argentina). Trypsin (bovine), 117 pepsin (from porcine gastric mucosa), pancreatin (from porcine pancreas), bile (from 118 bovine bile), α-N-benzoyl-DL-arginine-p-nitroanilide (BAPNA) and Tris buffer were 119 purchased from Sigma-Aldrich (St. Louis, USA) and used without further purification.
120
The non-ionic surfactant polyethylene glycol monoalkyl ether (Genapol) X-080 (GX), 
Experimental design

126
The extraction of soy ANFs was performed with the aid of a 2 3 -full factorial design 127 with three repetitions at the central point ( 
Liquid-liquid extraction assays
137
ANFs extraction with aqueous micellar two-phase systems was performed by using 138 50 g/L Genapol X-080 (GX) in sodium citrate (NaCit) 0.2 mol/L, pH 5.00. Notice that 139 in this type of AMTPS the top phase is enriched in surfactant micelles while the M A N U S C R I P T
A C C E P T E D ACCEPTED MANUSCRIPT
7 bottom phase presents scarce amount of these aggregates (Cordisco, Haidar, Goñi, 141 Nerli, & Malpiedi, 2015) .
142
The preparation of the studied systems was carried out by weighing (analytical 
Quantification of trypsin inhibitor activity
183
The presence of trypsin inhibitory activity was analyzed by using a recently 184 developed continuous method (Coscueta et al., 2017) . Aliquots (250 µl) of diluted 185 phases were mixed with 10 µL of bovine trypsin (100 mg/L,) and 2,240 µL of 0.85 
266
In vitro gastrointestinal digestion (IGD) was performed in two sequential steps:
Gastric digestion was initiated by adding 300 µL of gastric juice (25 g/L of pepsin, 269 prepared in HCl 0.1 mol/L, pH 2.00) into the suspensions mentioned at section 2.9. The maximum amount of extracted RFOs was 26 mg/g (run 11 of Table 3 ). This
356
performance was comparable to that from reference method, described in section suggests that the removal of these ANFs can be improved by using longer extractive 
380
Apart from individual recoveries, the selectivity of the extractive process was also 381 analyzed ( Table 2 ). The highest selectivity values between isoflavones and the rest TI at bottom phase (see Table 3 ). On the basis of these results, this AMTPS can be Tables 1 and 3 ). Table 4 shows the statistical analysis of the integrated peak areas (see section 
Conclusion
416
This work represents a pioneer study about the use of aqueous micellar two-phase 417 systems as an alternative methodology to extract soy flour antinutritional factors.
418
The best extractive condition allowed the extraction of 97% of total isoflavones in the 
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